Following 66 hours of cell growth in regular media or in media containing 2% DMSO with or without Tf-Ga, aliquots containing similar numbers of cells were harvested, washed with cold serum-free media and resuspended in 10 mL of serum-free media in T25-cm2 tissue culture flasks (3 x 106 cells/mL per flask). 5tFe-Tf (3.6 ng Fe/mL) was added to each flask, and the cells were incubated at 37 #{176}C for six hours. Following this, the cells were harvested, washed with 10 mmol/L of Tris and 150 mmol/L of NaCl pH 7.4, and finally were resuspended in 1 mL of the same buffer containing 0.1% Triton X-I00. The cells were disrupted by sonication and incubated overnight at 4 #{176}C. Cellular debris was removed by centrifugation at 10,000 g, and the cytoplasmic supernatant (containing 85% of the total 59Fe radioactivity) was applied to a Sephadex Gl50 
